Both obesity and DENV infections are growing public health concerns that have far-ranging socioeconomic effects, especially in developing countries. Despite the increasing prevalence of these conditions, there is a scarcity of data investigating the potential relationships between these two entities. Our study aims to examine the influence of obesity on various clinical and laboratory parameters amongst patients with DENV infections. A total of 335 hospitalized patients aged >12 years who were DENV non-structural protein 1 (NS1) antigenpositive were enrolled in this study. Clinical and laboratory variables were compared between patients with and without obesity. Multivariate analysis showed that the following admission clinical findings and laboratory results were independently associated with obesity; chills and rigors (AOR:2.653, 95% CI: 1.286-5.474), higher temperature (AOR:1.485, 95% CI: 1.080-2.042), higher systolic BP (AOR:1.057, 95% CI:1.037-1.078), raised haematocrit (AOR: 1.953, 95% CI: 1.010-3.778), elevated creatinine (AOR:3.504, 95% CI:1.351-9.008) and elevated ALT (AOR: 4.146, 95% CI:1.878-9.154). Obesity was found to be significantly associated with hospitalization >3 days (AOR: 1.990, 95% CI: 1.134-3.494) and the presence of increasing haematocrit with decreasing platelets (AOR: 2.134, 95% CI = 1.235-3.688). Serial assessment of laboratory data revealed that peak haematocrit was significantly higher and nadir platelets levels were significantly lower in obese patients. Both peak and admission levels of leukocyte counts, AST, ALT and creatinine were significantly higher in the obese group. Conversely, both admission and nadir albumin levels were lower for the obese group, although only nadir albumin levels achieved statistical significance. These findings support closer clinical monitoring of obese patients who present with DENV infections, as this patient cohort may possess an increased tendency towards developing more severe clinical manifestations of DENV infections as compared to non-obese patients.
Introduction
Dengue virus (DENV) infections caused by DENV serotypes -1 to -4, have gained notoriety as one of the most important mosquito-borne viral infections in the world [1, 2] . Transmitted lack of information linking these two entities. Another important distinction regarding this study compared to previous studies is that it reports in detail the various clinical and laboratory findings both on admission and during serial monitoring. This exhaustive exploration is integral towards better understanding of the clinicopathological correlates of DENV infection and obesity.
The body-mass index (BMI) is an easily obtainable clinical parameter and would serve as a convenient, accessible and low-cost means of prognosticating the outcome of DENV infections, along with other clinicopathological markers. Given the high prevalence of both obesity and dengue in Malaysia, as well as the unpredictable nature of the clinical manifestations of DENV infections, we sought to investigate the influence of obesity on various clinical and laboratory parameters amongst DENV infected patients.
Materials and methods
This research was conducted at Hospital Sultanah Aminah Johor Bahru (HSAJB) which is the main tertiary referral center in southern Malaysia. It has over 1000 beds, with its patient population reflective of a larger community in Malaysia. During the study period (April-July 2015), hospitalized patients aged > 12 years who were positive for non-structural protein 1 (NS1) dengue antigen were included in this study. Testing was done using a commercially available rapid dengue diagnostic kit, the SD BIOLINE Dengue Duo combo device (Standard Diagnostic Inc., Korea).
Clinical data was collected retrospectively from the medical case notes, microbiology, haematology and biochemical laboratory charts. The information retrieved on admission included demographic data, vital signs, height, weight, underlying comorbidities, signs and symptoms, haematological and biochemical parameters. As part of the standard protocol for dengue management, routine serial haematological and biochemical tests were performed, and relevant nadir or peak levels were recorded. Warning signs and severe dengue manifestations were documented throughout the duration of hospital stay.
This study was approved by the Medical Research Ethics Committee, Ministry of Health Malaysia (NMRR-15-1543-27545). As this was a retrospective study, informed consent was not obtained from the patients and information was analyzed anonymously.
Definition
Obesity for adults was defined as body mass index (BMI) of 27.5 kg/m 2 or higher [18] . The cut-off values were based on WHO-suggested classifications for Asian populations and is also used by our local Malaysian Obesity Clinical Practice Guideline [18, 19] . For adolescents aged between 12 to 18 years of age in our study, BMI-for-age charts were used to define their BMI grouping based on the National Center for Health Care Statistics and the Centers for Disease Control (CDC) reference standards. (https://www.cdc.gov/growthcharts/cdc_charts.htm). Dengue warning signs (WS) comprised of persistent vomiting (! 2 consecutive days), persistent diarrhea (passage of ! 3 loose stools per day), abdominal pain or tenderness, clinical fluid accumulation, hepatomegaly (>2 cm) and haematocrit rise concurrent with a rapid decrease in platelet counts [4, 20] .
Severe dengue was defined as per WHO 2009 guidelines [4] with minor modifications [21, 22] and included at least one of the 3 criteria:
1. Severe plasma leakage leading to shock or fluid accumulation with respiratory distress (respiratory rate !30/min with oxygen saturation 92% on room air, or requiring mechanical ventilation) [4, 21] .
2. Severe bleeding-bleeding with hemodynamic instability necessitating fluid replacement for shock and/or whole blood or packed cell transfusion or any life-threatening bleed, e.g. haematemesis, melaena or intracranial bleed [4, 21] .
3. Severe organ impairment comprised severe liver impairment (aspartate aminotransferase or alanine aminotransferase !1000 IU/L), encephalopathy, myocarditis or acute renal impairment (Stage 2 Acute Kidney Injury) [4, 22] .
Major haemorrhage referred to clinically significant bleeding requiring red cell transfusion whereas, minor haemorrhage referred to mucosal bleeding such as gum bleeding, nasal bleeding not requiring red cell transfusion [23] . Severe thrombocytopenia was defined as platelet count < 50,000/ mm 3 , a level shown to be associated with additional severe manifestations [22] . We compared the differences in epidemiological, clinical and laboratory measures between patients who were obese and those who were not. Data was analyzed using IBM 1 SPSS 1 Statistics 23.0. Categorical variables were expressed as numbers and percentages, while median and range were used to describe the continuous variables. Kolmogorov-Smirnov test was used to determine the normality of continuous data. Associations between obesity and demographic characteristics, initial clinical presentation, co-morbidities and laboratory data on admission, as well as clinical characteristics based on disease severity were initially determined with binary logistic regression. Multivariate stepwise backward logistic regression analysis was subsequently performed by including parameters with p<0.2 in univariate analysis to determine the independent factors associated with obesity. Model fitness was determined with the HosmerLemeshow test. Variables with more than 5% of missing data were excluded from the final model to increase reliability of results. Laboratory findings on admission and serial assessment were also compared between obese and non-obese groups using Mann Whitney U test.
Results
During the study period, 383 patients with NS1 antigen positivity (age >12 years) required hospitalization. Medical notes for 355 patients were available for analysis (not traceable; n = 16; incomplete data; n = 12). Records of height and weight were available for 335 patients and these patients were included in our study. There were 190 (56.7%) male and 145 (43.3%) female patients with a median age of 30.2 years (range, 12.3 to 73.2 years). Majority of the patients were Malays (48.1%) followed by Chinese (20%), and Indians (13.7%), which parallels closely the ethnic makeup of the Malaysian population. Based on the above BMI classification, 10.7% (n = 36) patients were underweight, 43.3% (n = 145) normal-weight, 24.5% (n = 82) pre-obese, 17.9% (n = 60) obese class I, 2.7% (n = 9) obese class II and 0.9% (n = 3) obese class III; i.e. 72 patients (21.5%) were in the obese category.
The association of obesity and clinic-pathological characteristics on admission Table 1 illustrates the association between obesity and the various clinical and laboratory finding on admission. There were no significant differences between the obese and non-obese patients in terms of age and gender distribution. At least one preexisting comorbidity was present in 15.5% patients. Hypertension was the commonest comorbidity, affecting 8.4% of patients and was more prevalent among the obese patients. Median duration of symptoms before hospitalization was 4.0 days (range 1-14 days) with no significant differences between the obese and non-obese group. Most frequently reported symptoms on admission were vomiting (70%), musculoskeletal symptoms (58.5%) and diarrhea (53.7%). On admission, hematological derangements were common, ) and 80.6% had leukopenia (< 4 x 10 9 /L). Elevated AST and ALT were detected in 83.7% and 61.7% patients respectively, whereas 83.4% patients had raised lactate dehydrogenase (LDH) and 50.5% had raised creatinine kinase (CK) respectively.
Univariate analysis of the comparison of clinic-pathological findings upon admission between patients with and without obesity is shown in Table 1 . The following admission clinical and laboratory parameters were significantly associated (p < 0.05) with obesity in univariate analysis: chills and rigors, higher temperature, higher systolic and diastolic blood pressure, Immunosuppressive conditions include HIV (n = 2), connective tissue disease (n = 3), steroid intake (n = 2) and malignancy (n = 2) elevated creatinine, ALT and creatinine kinase were more frequently observed in obese as compared to non-obese patients. Multivariate analysis revealed that elevated ALT was associated with the highest likelihood of association with obesity (AOR: 4.146, 95% CI:1.878-9.154, p<0.001), followed by elevated creatinine level (AOR: AOR:3.504, 95% CI:1.351-9.008, p = 0.01), occurrence of chills and rigors (AOR:2.653, 95% CI: 1.286-5.474, p = 0.008), raised haematocrit (AOR: 1.953, 95% CI: 1.010-3.778, p = 0.047), body temperature (AOR:1.485, 95% CI: 1.080-2.042, p = 0.015) and systolic blood pressure (AOR:1.057, 95% CI:1.037-1.078, p<0.001). Although elevated creatinine kinase and LDH levels had p<0.2 in univariate analysis, it was not subjected to multivariate analysis, as missing values were >5%. The final multivariate model was fit and 86.7% of cases were correctly classified.
Comparison between admission and peak/nadir levels of laboratory parameters
Comparisons of laboratory parameters between obese and non-obese groups at admission and upon serial assessment are presented in Table 2 .
Although there were no statistically significant differences in the median haematocrit and platelet levels on admission between the two groups, peak haematocrit was significantly higher and nadir platelets levels were significantly lower in the obese group. The median levels of leukocyte count, creatinine, AST and ALT levels were significantly higher in the obese group for both the admission as well as the peak levels. Both admission and nadir albumin levels were lower for the obese group, although it attained statistically significant difference only for the nadir levels. Compared to the non-obese group, peak levels for LDH were significantly higher in the obese group. The impact of obesity on disease severity
The comparison of disease severity between obese and non-obese patients is shown in Table 3 . The median (range) length of hospital stay was 3 (range 0-13) days for the non-obese and 4 (range 2-10) days for the obese group. Patient who were obese had a higher frequency of hospitalization of longer than 3 days on univariate analysis (p < 0.05).
Overall, 90% of patients presented with at least one warning sign. Abdominal pain/tenderness (49%), persistent vomiting (45.1%) and increasing haematocrit with decreasing platelets (44.8%) were the most common dengue warning signs. However, increasing haematocrit with these were fluid accumulation with respiratory distress (n = 6), shock (n = 7), severe bleeding (n = 5), and severe organ impairment (n = 17). The organs involved were the liver (n = 12), kidneys (n = 6) and central nervous system (n = 1). However, we found no statistical differences between the two groups for the listed severe dengue manifestations, haemorrhagic manifestation and the management of the patients in terms of ICU admission and other interventions. Severe thrombocytopaenia (nadir platelet < 50 x10 9 /L) and LDH > 600 (IU/L) was significantly more common amongst the obese group in univariate analysis.
The multivariate analysis revealed obese patients to be significantly associated with hospitalization of more than 3 days (AOR: 1.990, 95% CI: 1.134-3.494, p = 0.017) and the presence of increasing haematocrit with decreasing platelets (AOR: 2.134, 95% CI = 1.235-3.688, p = 0.007). Although LDH > 600 IU/L was significantly higher in the obese group in univariate analysis, it was not subjected to multivariate analysis, as missing values were >5%. The final multivariate model was fit and 78.3% of cases were correctly classified. The associations in the multivariate analysis were maintained after being adjusted for comorbidity and age.
Discussion
With an upsurge of both obesity and dengue cases in Malaysia [3, 8] , this study presented us with a unique opportunity to explore the association between obesity and the various clinical and laboratory parameters in DENV infected patients. In a large study it was revealed that obese children were more susceptible to acquiring DENV infection compared to non-obese children [15] . Adipocytes and adipose tissue macrophages have been identified as potential targets for DENV infection and production [24] , a plausible explanation to this association.
To our best knowledge, this study is the first to specifically explore the association between obesity and DENV infection amongst predominantly adult patients (92.5%).
Our data suggests that obese patients had higher frequency of raised haematocrit on admission. Moreover, peak haematocrit levels were significantly higher in the obese group, although there was no statistically significance difference in the admission haematocrit levels between the two groups. Vascular endothelial dysfunction leading to plasma leakage is a well-known feature of DENV infection, as evidenced by a recent study linking elevated levels of syndecan-1, chondroitin sulfate (components of endothelial glycocalyx layer), and claudin-5 (component of interendothelial junction) with severe plasma leakage in dengue infections [25] . Furthermore, various proinflammatory and angiogenic factors such as TNF-α, IL-8, VEGF, VEGFRs and angiopoietin-1 and -2, were found to be upregulated in DENV infection [26] . Notably, vascular disease in the obese have been credited to endothelial dysfunction that occurs because of chronic pro-inflammatory environment [27] . Taken together, it is possible that DENV infections may further damage the already dysfunctional endothelium of obese patients, leading to further plasma leakage and subsequently higher haematocrit levels. Other markers of plasma leakage such as lower albumin levels, pleural effusion and fluid accumulation with respiratory distress were higher amongst the obese patients, although statistical significance was attained only for lower albumin levels. Contrary to our finding, in another large study involving children, the frequency of raised haematocrit and low albumin did not differ between patients with different nutritional status [15] .
Bone marrow suppression and platelet destruction have been hypothesized as the cause of thrombocytopenia in DENV infections, with a rapid decrease in platelet counts constituting a WHO dengue warning sign [4, 23, 28] . Platelet levels generally show a dynamic decline, reaching a nadir by 3 to 6 days of fever onset [23] . Contrary to the findings of Kalayanarooj et al. [15] , obese patients in our study were found to have statistically lower nadir platelet levels, although the admission platelets levels between the two groups were not significantly different. In vitro evidence suggests that there is an increased adherence of platelets to damaged vascular endothelium infected by DENV, contributing to thrombocytopaenia [28] . As the obese patients have pre-existing vascular endothelial dysfunction [27] , the additional vascular damage caused by DENV infection may trigger an accelerated rate of platelet adherence, contributing to lower nadir platelet levels [28] . Despite having lower nadir platelets, the risk of minor and major haemorrhages was not higher, suggesting that other factors such as hepatic derangement, coagulopathy, vasculopathy and thrombocytopenia act synergistically to cause bleeding [23, 28] .
Plasma leakage and thrombocytopaenia are the major pathophysiologic hallmarks in DENV infections and are indices that can be used to assess disease severity [25, 26] . Our study showed that amongst the warning signs, the frequency of patients with haematocrit rise concurrent with a rapid decrease in platelet counts was significantly higher amongst the obese compared to non-obese patients. Taken together, our observations are in line with Pichainarong et al. [17] and suggests obesity contributes to a more severe form of dengue.
The association between nutritional status of children and the severity of dengue disease has been reported in several studies, with inconclusive results [6] . Some findings show obese children are at increased risk of developing severe forms of dengue haemorrhagic fever (DHF) and dengue shock syndrome (DSS) [17, 29] . Emerging evidence suggests that obesity is associated with chronic, low-grade systemic inflammation, with adipose tissue seen as a secretory organ rather than an inert tissue. Circulating macrophages have been documented to infiltrate white adipose tissue, with the number of macrophages directly correlating to the size of adipocytes and adiposity. These macrophages are significant source of inflammatory cytokines such as TNF-α and IL-6 [30] . At the same time, these pro-inflammatory adipokines have been implicated in causing endothelial dysfunction seen in DENV infections [9, 27] . DENV infections in obese patients may result in an overwhelming production of cytokines, driving the development of more severe disease. In line with these propositions, malnutrition, a condition marked by decreased cellular immune response, has been found to be a protective factor against DENV infections in malnourished children [31, 32] . Conversely, in other studies, overweight/obesity did not appear to be a risk factor for dengue severity [6, 16] , neither did malnutrition appear to be predictive of good outcomes [15, 16] . Yet other studies [6, 15] reported that malnourished children were at a greater risk of DSS compared to normal and obese children, attributing this to smaller volume of extra-cellular fluid and plasma volume in the malnourished patients, with shock developing with lesser degree of plasma leakage [15] . These inconsistent results highlight the need for further investigations examining the relationship between nutritional status and outcomes in DENV infection.
Our findings showed that obese patients had significantly higher admission as well as peak creatinine levels. The mechanisms linking obesity and elevated creatinine are multifactorial. Obesity is a state of excess adiposity and is widely recognized as a risk factor for diabetes, hypertension, cardiovascular diseases [9] , conditions that can lead to renal impairment. All these conditions were found in a higher proportion in our obese cohort, although only the presence of hypertension attained statistical significance. Moreover, increased secretion of adipokines such as proinflammatory cytokines like TNFα, IL-6 and leptin can result in endothelial dysfunction [9, 27] , with the possible involvement of the of kidney vasculature. In more severe DENV infections, acute kidney injury (and by extension, raised serum creatinine) is a potential complication.
Liver damage is a well-established feature of DENV infected patients and higher liver enzyme levels have been associated with increasing disease severity [33] . Pathological investigations of DENV-infected livers reveal a range of cellular abnormalities including steatosis and hepatocellular necrosis [33] . These findings suggest that higher liver enzyme levels found in more clinically severe DENV infections may indicate increased hepatocyte destruction. Consistent with this and other reports [15] , significantly higher number of obese patients had elevated ALT during admission, as well as higher admission and peak levels of ALT and AST. The deranged liver function in obese patients may be compounded by hepatic non-alcoholic steatosis fatty liver disease [34] , which is not an uncommon finding in DENV infections. In fact, studies have shown as association between lipid droplets alteration and DENV viral replication, which contributes to the spread of the virus in hepatocytes [34, 35] .
LDH is an enzyme expressed ubiquitously in the body, including liver and muscle cells. Cell injury or death of these cells is marked by an increase in serum LDH as this enzyme is released into the circulation [36] . Increased LDH levels have previously been documented to be an indicator of severity in DENV infection, and may likely reflect muscle and liver cell injury [37] . In our study, 83.4% patients were found to have elevated LDH levels. Interestingly, 50% of our obese cohort had levels more than 600 IU/L, compared to only 24.8% of our non-obese group (P<0.001), a level associated with severity of dengue [37] . It is interesting to note that a study conducted amongst apparently healthy adults showed that total body fat was associated with elevated hepatic enzymes as well as LDH [38] , thus, DENV infection possibly accentuates these levels.
Leukopenia is a common feature in DENV infections, with 80% of our patients showing leukopenia upon admission. However, in our study, obese patients had significantly higher admission and peak leukocyte counts and had lower frequency of patients with leukopenia on admission. A plausible hypothesis is that adipokines such as leptin might be involved in increased leukocyte counts in obese patients, as leptin has been reported to stimulate myeloid differentiation from human bone marrow haematopoietic progenitors [39] . Significantly higher frequency of chills and rigors and higher temperatures were recorded amongst obese patients compared to the non-obese patients. This may be due to the poor heat-dissipating properties of fatty tissue, leading to dysfunctional thermoregulatory mechanisms in the obese [40] . While some studies revealed that hepatomegaly was less common while maculopapular rash and encephalopathy were found more often in obese patients [15] , our study showed no such association. The duration of hospital stay was significantly longer in the obese patients, a probable indicator for illness severity and comorbid conditions seen in these patients. Although we were not able to determine the link between obesity and secondary DENV infection and DENV serotypes amongst our patients, no link between primary and secondary DENV infections and nutritional status was reported by Kalayanarooj S et al. [15] . Similarly, there was no association between different nutritional status and DENV serotypes [15] .
There are several limitations to this current study. All retrospective studies depend on the obtainability, accurateness and comprehensiveness of medical data. In this study, the presence or absence of symptoms was dependent on a written documentation in the patients' notes with non-documentation interpreted as the absence of the symptoms, although it is also likely that the symptom was not assessed for. However, despite this, all DENV infected patients in Malaysia are managed with a standardized algorithm which includes the careful recording of various clinical and laboratory parameters which have been pre-determined to vital for patient monitoring. Strict compliance to the algorithm has greatly improved the comprehensiveness of data collected.
This study also possesses a relatively small number of patients who developed pleural effusion which may result in a low statistical power to detect a true association of this symptom with obesity. Pleural effusion and ascites may not be evident clinically at early stages or may be overlooked should the volumes be small. However, unlike monitoring parameters such as haematocrit, hepatic transaminases and platelet count, that are routinely done as part of the protocol of management of dengue patients, lateral chest decubitus X-ray film and ultrasonography of the chest/abdomen are not done routinely in Malaysia due to financial and service restraints and are performed at the discretion of the attending clinicians.
Determining the type of DENV infection (primary versus secondary) would have provided valuable added information. Although we reported results of indirect IgG, (which in the presence of a positive NS1 antigen favours secondary DENV infection), categorization of secondary infections based on the results of Panbio dengue IgG capture ELISA would have provided more reliable results.
In summary, this study suggests that DENV infected obese patients possess many clinical parameters suggestive of more severe clinical manifestations as evidenced by a higher frequency of haemoconcentration, severe thrombocytopenia, elevations of creatinine, liver enzymes, warning sign of increasing haematocrit with rapid drop in platelets and longer duration of hospital stay. In view of the greater disease severity associated with DENV infections amongst obese patients, heightened vigilance is needed when treating these group of patients.
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